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Material and Methods
Cells and parasites. HepG2 and Hepa1-6 cells were obtained from the European cell culture collection and were maintained in EMEM supplemented with 10% FCS and 2 mM glutamine. P. berghei (Anka) sporozoites were prepared from infected Anopheles stephensi mosquito salivary glands and were co-cultured with HepG2 cells for 2 h in supplemented EMEM. Free sporozoites were removed by washing with complete medium and the infected HepG2 cells were incubated in a CO 2 incubator at 37° C for indicated times.
TEM and SEM. For Transmission electron microscopy, floating cells were fixed by addition of 3% glutaraldehyde/0,1 M phosphate buffer followed by 0,1% osmium tetroxide. Cells were dehydrated in 80% ethanol and embedded in EPON resin mixture. Ultrathin sections of grey interference colour were observed with a Zeiss electron microscope.
Scanning electron microscopy. P. berghei infected cells were washed twice in PBS, fixed in 2% glutaraldehyde in sodium cacodylate buffer, and postfixed with 1% osmium. Samples were dehydrated at increasing ethanol concentrations (30 to 100%). After critical-point drying, samples were treated with gold and analyzed with a Philips SEM500 scanning electron microscope.
Drug treatment.
Floating infected cells were treated with 1 µg/ml ionomycin for 1 h before the cells were analysed for Ca 2+ release and phosphatidyl serine exposure using the Annexin-V-Alexa 568 kit from Roche. Infected HepG2 cells were treated with 100 µM zVAD-fmk (Promega) or 10µg/ml L-trans-epoxy-succinyl-leucylamido-(4-guanidino)butane E64 (Sigma) at 55 and 61hpi
and analysed for the appearance of floating cells.
In vivo infection. C57/Bl6 mice were kept and treated according to national animal care guidelines. Mice were infected intravenously with 2x10 5 to 4x10 5 P. berghei sporozoites. Livers were removed and fixed with 4% Paraformaldehyde (PFA). Livers were dissected out and post-fixed overnight in 4% PFA. After embedding in paraffin, livers were sectioned and stained with either haematoxylin/eosin or with chicken anti P. berghei hsp90 antiserum.
To test the infectivity of liver-derived merozoites, floating cells were separated at 63 hpi and culture supernatant was collected and incubated for another hour at 37°C to make sure that free merozoites which were present in the medium are not viable anymore. Immunofluorescence analysis. Cells were washed with PBS before fixation with 2 % PFA.
Floating cells were then immobilised on poly-L lysine coated coverslips. After permeabilisation with ice-cold 100 % methanol, fixed cells were incubated with primary antibodies overnight at 4°C in PBS supplemented with 10 % FCS. The primary antibodies used were chicken anti-P.
berghei Exp1, rabbit anti-cytochrome c (Transduction laboratories), anti-merozoite mouse serum, mouse anti-P. berghei hsp90. Corresponding secondary antibodies used were anti-mouse antibodies labelled with Alexa Fluor 594 (Molecular Probes), anti-rabbit antibodies labelled with
